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^^1030005603 #^ 2003/5/12 

^l-g-^, ^uI^lM-aflS] o^jig- + ojajp^ ^3§JL*) 7)^)7} °- 

^^°] ^S^TT %-§r ^-g.<L3.#\ *\Mv}o]^3± ^JL^ ^Tfl -M ^ ^ 

^■2. rz.e^ 4^>ols.^- ^zlaIoi] o]-gj) ^jLoflA-^ o>§- S A]^7l- -B-^jels. «g-gr 

^ SEfe- ^ flcj-. 3=$- £ ^<4| ^tb 

*#*04 ^M^Rr -f<r* ^Sl^* 7]tfl^- ^ £tb *^<fl 
^ JL3f7> ojcf. 

£ 3 
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)030005603 2003/5/12 

<ffl , <a-^ ^ € ^ 31^1^: tHftb IK^l ^^{Composition for treating cancer 
containing N,N-dimethylphytosphingosine} 

£ 1^8: ^ N , N-^ il^I^ Jl^l (DMPS) ^1 1H NMR ^^j^^^^-. 

£ 2^- £}tb N.N-t^N^s^^ MALDI-MASS i^S^o] tf. 

£ 4^ ^ ^ofl o)^ N,N-^^€^£^^^1 HL60 >*f|3*MM^ <=»>#S^^ 
£ 5^r ^ ^°fl ^tb N,N-^^^5rjj£^jiAl^ HaCaT 43E^fM^ o>^SAli 
£ 6^8: ^Itb N,N-^^^3)s^ZLAl^ LLC-PK1<*)"|<*H of^A] ^ Jfrs. 

£ 7^r ^<H1 ^tr N.N-^lMS^^l^ B104 ^i^H^ 4f£ A l^ 
S. 8£r ^tb N,N-^oJ)^3t)s^Jl^l^ MDA-MB-231 ^SL^MH^ o}-g.j= 
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^^030005603 #^ ^^}: 2003/5/12 

^^7lM-7fl ^^f| 4^, SSBfl<y7m»l C(PKC) 3*11 *H3, o>#SAl>h -R-51 
^ ^ ^ ^ 2^31-^ 

#3 ^V-id *}£L, o] o^o.^ 50% ^JE^ ^]#^- 
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1 ^^ 030005603 2003/5/12 
<15> <&^W: 7fl^ 2}-g-^ (Target )ol t)-<£S()*m>H , ^-3j-g- 

<16> -Sj-oj.^] 7 fl^ ^-S.^- ^Mli^lfe 2)-§-^H ^-4^°)] ^d^^-^LS. 

3-g-*Hr ^]fir «*MM^<>1 ^£ ^Afljcbiis. *|-g.*).?m, Sf^tfl^-S- ^71X1 * r *] ^ 

7flM 

<17> 7||M 3)-§-7l^ ^itflo} ^h^c^o] ^ ^ 

<18> *j-oj-*H ^£jofl <$^&S>\ A}^^ E^3l}- ^ 

<*1|eM-ol = ^a4i(Glycosylceramide syntheaseHl ^1*fl ^liiM- 0 !^ 7 !- ^oj 

^5]^ xfl^^- =M1 ^t^r julje. sat}. 
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^^1030005603 2003/5/12 
^•7>^ol S ^tflEjjI &t}. o]6\) n}s} AflBfpl-ols.^ cflA> ^^1^ tf<# 

^d^l: ^ 5^. ^^(Ceramide syntheaseH ^IhS: ^ 

^^-I(Paclitaxel), = (Etoposide), t>^-^>°l"l-^(Anthracyclines), ^l7> 

^S-0]c(Vinca alkaloids), C6-^]^>c>] = (C6-Ceramide) , TNF-or , SDZ PSC 833 ^<>1 
$14. S ^-#211 7fl^- ^IS^ (Sphingomyelinase) oil °i^4r s r 

o] ^jin)^}^ ^ # #^1^H ^l^H^ ^.o]^ oiq.. o]5l^.- 

(Anthracyclines), TNF-or , Fas 3*K= (ligand) , Ara-C ^1 ^lSLvfl A-fleM-ajH. 

*l]*Kr ^^1^1 JL3^# jLif^-^S. ^>-g-€ ^ ^fl?}*! ^ 

^1 (Tamoxifen), S3H^(Toremifene) , *l3fl^ii|^g-(Mifepristone), 

^>°1#S.^5.H °fl °1( Cyclosporin A), ?fl3^4#(Keroconazole) , afle}-^ (Verapami 1) , 
PPMP ^-o] ojcf. o}^ ^o.S iLt}^ ^B^H^o] o. a-*!3H=. ^-^^ 

(sphingosine phosphatase)* #^§^- IHM 1 ^. ^*$JL^\?]^]£] 4:<$-fr ^*)H 
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^^)030005603 #^ 2003/5/12 

<20> ^ej-^o]^ ^--gfls. <^j-5Kr ^S^l ^1 «** 

°M1<4<^ J^a] A>-§-6fl oj^V Aju-j^ <g-ir ^ ^-g-^ fl^S. ^ 

<2i> ^BH^l^r «-#(Taxol)^r ^ ^e)^: ^l(Head and Neck) SMI 3. 

^^M]3L^) 50%*fl 1:4^: ^^ZL ^Sfl^]» A>-g-^H 

^o] ^SMI^ € *r 9X^. S^r A>^^(Safingol : 

L-threo-dihydrosphingosine)^: S3 31 <?1 71*4*11 ^^1^1]^ -^-<a-^ol 

(Doxorubicin)^- ^ A>-g-^ ^-f ^-^-512j-7> ^7>S]^- <g Aj-^s. ^ N IH 3T3 

3l^r€ •SMhfr 2)^ 3J-°3 S.°V ^JL^l7iq-^7> ^rS^l (Oncogene)^ <$2?-§- 7>*1^- 

XI ^1 *H§ ^(Safingol : L-threo-dihydrosphingosine)* ^M 5 -*!*] (Doxorubicin) 
n]s.f>o]Ai C(Mitoraycin O^r M A >-g-^ <SM]3L 2iui|-7> ^7}sM, ig-<£;*(| tflAj 
* € ^S^MHS. ^i^-i- 2?fe 3* °-S. H^^WUSP. 6,444,638, USP. 5,821,072 
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^^030005603 2003/5/12 
SE^r USP No. 6,368,831 M ^*>^ Afl^ME. ^ A|£3^ 

<23> sE-g- "3 ^ Sfi^CM.D Anderson) ^HflEW*! tH^H^g JL^\o] e^ifl^o] 

^g-c.] JSUL^ «> ^1^V^€ ^JL^l^ PDGFCplatelet derived growth factor)7 r & 

°^r-fe AflS tfltb ^Sfl (second messenger £tb 4^ Ir-fr^M 

^"SKr ^ ^Bfl^^^-^oi f*Hr ^ <£b^ 

-S* S^^Hr first messenger)^ 7]^ *r7]3E ^nf. ^3.^^. AJ| 3) 

ol^(ceramidase)^) ^«fl PRC <&x\]£.<>\ c>}m.^X\^m. ^a]?}^ 

^Ik-ir S}-r4. ^ JL^l -f^H rH^^gjTAl (N,N-dimethylsphingosine)^r 

* r cr. *r^l^ ^^JSL^r PRC ^l^S.^ S^^la, ^3. °r 

Jl^l (N,N,N-trimethylsphingosine)£r t^];§J^§ jta} Jftg. ^4 tfltr -§-*fl£. 
» 7H^dt!: T^aJ^Jgjii^ wl^>7fl PKC ^*HM-» 7W-0. Si^. s>X| 
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^^030005603 #^ ^x>: 2003/5/12 

7W Sltb "fl-f ^.^IM- *M JlsRt ^€^t ^(Igarashi, Y. 

1997 J. Biochem. 122, 1080-1087). JL*\£r tflA}oj] tfl^ ^7} ^3, o]^m 

(yeast)» *l-g-*M °)^*\&SL^- °1^J= ^ <^H^ ^TflS. *l*ll ^d\]s. ^7fl*> 

^ ^3^^ PKC ^ PLDCPhospho lipase D) Jl^V &:n. ^*)H(in vivo) 

"SMH 0 He)S.^V 0 l^l(erythromyciii)3i)- wl^H ^^-^^(Propioni bacterium acnes)^- 
5L£# ^(staphylococcus aureus)*)] tfltb ^ 3 7)1 ,M-7r ^-^cf( 
tfltb 1 ?!^- 7)1 2001-157002. tq-^M <q ; tfl^-^- ^12000-74074 2 

^- <2} ; US 13^2. 09/691446 Park Changseo et al.). 

a^r ^ *4hi ^a^i^t <msw*i 

^S7} ^ ^7> $&JLp} ^ Stb =L 7}^) tfl-£ ^0} Tfl^SM 

A>-g-*Kr£-fl 7)1 %H #*=h #3HH ^7r»£r o-|n] (NRRL 

Y-1031 (F-60-10))o)H ^T^sl^C spore isolation).*^ ^» 7>*1 Jil(tfl^; 

ni^- -if-si t)U888572 ; *)16,194 ,196 Jl) S.SL ^2-1- -§-*fl 

2L<*1* tflfAS 7fl^>^^( c fltb^^ 7412213572. ; n]^- J}«| 

7115,958,7425. ; 7)128715022), °1^7ll s\ 91 *\) 

€^fl*Rf ^g^T-l^oi}.^ <a^5|.^ O.S. ^^tb 7>X]J1 
A ^V^SLS. =L %^7\ ^O^JL °H1 tfl^^AVo] 7>^tb ^£^31^1 

-8: 7i^. #^0.5. ^ jl^7> +^ 7m*\n 
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|030005603 2003/5/12 
Afl^>o)c^ ^zlaIo} ^5L# ^Tfl -fr^mfe ^fl ^ ^S. SEfe <W*Rr ^ 

ofl^atfl #3)- ^-i- se^ W^Hb 

Sflt*. 

[^^1 ^ ^ *!--§-] 

<28> ^"71 ^ -SJ-^I 3^#°fi ojo^, ^£^3g^7Al ^ OH]^^- SlS^JlAl ^ d}]^^ 

3E^-*Rt 3* #^1 O.S. 

^ ^-7) N,N-tH^S>^aL*! tfl ^"71 ^S^JLAl -fKSL*)]^ 7># 

^■z\7\)x; l:l<>lli|-. 

<30> a^}- ^ i^ofl oj- 71 #7]^. «j-oj-^ 3*%** S^fe 3}^ ^ 
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#3 2003/5/12 



2^*, -B-s. S^l^l^l C 

<35> i&wq i] 



<37> [3^-5}-^} 2] 




OH 




OH 



<38> [s^H 3] 




OH 
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aV-g-g: -g-g-tb «r^3 ofi^ #-§-0_5. S^S^ , ^7} 

H <#£r 3J-*H 2^ SJ-W-fr ^ 8.0 ^1 101- tifl^ A>-g-^ t3>^ 

-Mfe l^oll ^^Hl ^m#4- 4J«H -Ml- ^-g-tb^. 37% S#«&tfl 

<40> nejt-h 1^1 a>^€ ^ Si^r #5Ml7> ^-7] <l7m 3 

3£r <3^# 71^1^1 ifjifl tflofH^ -S-^-^-^S. 

#SSi#o)i4 tSSIf/iM^ if -g-nfl :§-<>} o. 7 ] -g-nfl^ 
^1 ^tb ^a.^j4SZL2fl^3. ^afl-fct*. 

-fr^M-, ^S.^71^1 C ^lSL^ -ol ^o]i| *1517}*1 °^l£^i 

<42> r^^S^gaL^ ZLtflS. SEfe WAS. *J-g- 7>W ^ ^BflS..5l^l A> 

» €-<H %^>, <*Hh IrSHr^, 3i*JH a 4i4h oHIea}., bI-sb}- 

^M*, ^1^, ^1-S-tV, ^5)1^;, ^<0A> f nfl^^, ^#$AV, 
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^^030005603 #^ 2003/5/12 

t)1 «MI«M a^9»s ^l^D^t , -B-Jl ^ 

<45> I^^^SlS^JIAl^ £ ^ cfS. 5tjS^31^1 -B-SSIl^ "f-^ll A>-§-^ ^ 

-R-5L*fl 50%^ His. *Kr ?H 7p£ 13>^^ ( ^]^^ ^ofl #71 ^^flo} 

o}^ cHS^S^uL-Sl^ «>^"^l^t ^M 5 ^ 0.001 tfl^l lOOOmg / Kg-day^i^. 
<46> ^- ^ofl ^Itb 2-3 #£r ^JL3- ^^5l7m- t}=- -sj-^1^- -^^>7ll 2.^ ^ 

iS*V7l ^1 3=a^ ^ 

<47> ol§> ^AHl* #Ol ^ ig}-tg.g- #Xfl*| ^^§>V+, ol^ cflAlol 42.3^ Jg. 

^e1^^7> OH 3£r 6>u|tl-. 

<48> -^A] ofl 

<49> <^aHU : N.N-^^M^js^Jl^al ^]s> 
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^^030005603 #^ ^^V: 2003/5/12 

<50> £ ^*V&£r ^ <#7] N,N-^^1€^S^ZL>0^- T^g-JlJ- J±o] ^ 

3£j£^jL^l 2g (0.0063 -i-)-ir 200mH 7>«>JL 40 1:^^ 3H£*H -§-*fl 

*1?1 ^ , 0.2M iLelHs. ^§^(pH 9.0)-i- ^1^4 ^0.3, 3J€*1 7>§>J1 ^t-I^H'S 
.2-5. ^-*>*l^i=K ZL^i cj-^-ofl 4°C <>M^ tf(l^(ice bath)4M ^-§-^.^V°l ^ lg 
^ 2-8 *H 7>*>&t}. o] nfl fol^HH Qt±. 10£ ^ 37 % 

-&1JE. ^-g-^^: lOffll^ , 5^: L>^A1 6^*? 7>^^. 24*1*> ^ ^ ^ o.^. ^#J± 
= ^ isj 7>^r>^c)-. wV-g-gr 72*1 ^1^*1^^. 72*1 ?>°1 

^ 100ml« 7}*}JL ff^S ^#f-°.^*i ^&t}. n=i 

Cj^-ofl ^E)?l-^ofl o}tj}- ^2}-a.^>S.ZlZfl3lS. *>7] SfrflH 1^ S^E-S-i- 

t}. ^e)7>^ 3S.u>S.Zl2fl3j) (TLC)S. («5.5.3.-f-, ^m^r, Q3-^\ = 80 

: 20 : 2, R f = 0.6)£M 1^ ^# 1.5 g 68.9 %)# <2&t}. £ 1 

°1H ^-^ «H- £o] lR NMR5. *\M7}7} ^ 7fl JE<^ ^ (=2.4 ppm, s, 6H)-g: 
jl £. 2ofl*i Jife- ^o] MALDI-MASSS. ^7>^(^*>^1 : 346.32, ^*1 : 346.46)^- 

<5i> <-i*Hl 2 : N,N-^^l^5t)S.^ZI*lsl ^jL*l7lt+^ll ^^)1> 

<52> ^7}#^r £ ^ofl o}^ S^^-ol 57^171^1 ^*fl Jl4» 5>^Cf 

qrid^^jLAlofl tflSMJE. ^T=f. ^ 14^1^1 #^«V7l 
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^^030005603 2003/5/12 

flsH i^jiAl^m-^ ^g-g- ^-§-^(Sphingosine kinase assay buffer)^: S 
^£.3. ^]2:*V^^--20mM Tris B^, pH 7.2, lOmM MgCl 2 , 20% ImM ^^^.^.511 

oll-(dithiothreitol), ImM Na 3 V0 4 , 15mM NaF, lOg/ml ^^(leupeptin) ?J o r ^-^\i 
(aprotinin), ImM PMSF ^ 0.5 mM 4-cfl^-AT5i)^s.Al(deoxypyridoxine). 
<54> tiV-g-^ 200ul3. «VSIA^ 0.25% Triton X-100«fl -g-*IW?l 50uM^ AAQ i=H€ 

^5L*\ ^ ^H^S^^l, * r -r-^ -fi-sfN ^JL^^lM-^l lOng^r ImM [ 32 P] ATP 
» ^ol 37*C^1^ 20^-§^ l^Al^c}. ^-g-o] ^ * in HC1-§t 20-50 ul^: %j7 r «H 
^r-S-^r 3*1*1^4. ^ 1ml ^ #3.3.5£-§-(Chloroform)^r ^ ^ 

Bl^*H*r^ ^7}^ ^A]^rf. Al^^ol^ 7fl^7] (scintillation counter)* 

(Sphingosine-l-phosphate)» <M«H ^jI^IM^H tfltb <^ *|] Jl^-I- JHlSfrSl^. 
^. ^^Hb £ 3°fl M-^ifl^c)-. £ 3^1 M-Ef^fl ZLBfl^^ X^r-gr CPM-& ^£.(uM)# 

<55> <^A]ofl3 : HL60 N.N-^^l^^s^ Jl^l^ o>§^Al^ -frig- 

<56> N-N-^^1^3rJj£.^^iAi^ o>§S.A]i(apoptosis) -fr^rJL^ ^^}^. ^Qs. 
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|j^30005603 #^ 2003/5/12 

<57> MTT &q (assay) ti o^±S MTT 

(3-[4,5-Dimethylthiazol-2yl]-2,5-diphenyltetrazolium)^r «11*H -g-*fW itf^* Q 

(dehydrogenase)^ Jl^I Jie^ S*>3Kformazan).°3. ^^f. ^-^i *\]£- 

» ^ HL60 ^S.^* 3^3r 96- € ^IMJ=*I| A]^( see ding) 

*M 37°C, 5%^ C02 ^ °<f7l Oil 24Al^O> tiflOj:^^. «l||<$ 3*L t C}^X\^ Bfl 

ill A Al^.(5£)S.^al<tl, C2 3X)S^SrO>nl??, ^ e^oHI^S.^ 3.41 , C6 3f|£. 
AflBW-ol^, C8 3t|S>fl5l-p>olS., C3 Afl^Hs., ^7>\1, C^nil^^ZL^l ^ tHl€S 
S^ZLA])* ^-1^ (serum free) RPMH 2}^*r°l 0.5M ~ 50 M 2} ^£.5. AflX<*f| 
*H 24 *1 »fl^>^^r. -^5.7> 0.5 mg/ml^l MTT# 4 ^fofl y$o]_ 3s) #-^<?> 

cl tifl^fb * <^^a]^ ^-|r 3<*« 570 nm<HH <M*r5ftt|-. ^ ^ 

<58> £ 4<fl uJ-Ej-Vr «>s?- :£o-| ( ig-^ofl <q^j- N , N-^ ^1 ^ 3) g_±3g ZL a] HL60 AflS.<fl 

<59> ps : oqs^JL^l C2-PCER : C2 3t) Ej-ofo] = ( ofl 0}*)} ^ 3.^1 ) 

<eo> TAPS : ^lSHf<>H1^5xjS^Jl^l C6-PCER : C6 i|£A||s]-n>ol 2= , 

<6i> C8-PCer : C8 ^SAfla|-ti>o]=. , C2-Cer : C2*HQ*}o]S-, 

<62> Sphinganine : ^7]-\i DMS : r^pf]^^ jia] 
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|030005603 2003/5/12 
<63> DMPS : ^^llslSil 5L<& 



<64> <^A]ofl4 : HaCaT ^li^o] NfN _tq T^sjji.^ 37 o>^X| ^ ^ ^> 
<65> o}f £ AlAf o-^-ig HaCaT °l-§-^r ^-§: -#7] ^a] 

^13^ ^-ft -M^Sl-Si}. 3- ^^Rr £5^1 14^^^-. 

<66> £ 5 ofl ^o], ^ ^tgofl N.N-^^l^^^^^^- HaCaT *HS.*H 

<67> <^a]^15 : LLC-PK1 N.N-t^l^s^jil^ o>§sa1^ ^ 

<68> o>^ S a]^1- -frM^- LLC-PK1 4it °l-§-^ ^^1^31^ Aj- 7 ] ^ ' 

*Hl3*)- ^^*}r ^JLii. ^^^rf. zl ^3)-^ £6^1 M-B^S^. 
<69> £ 6 ofl xJJ-^vf ^t!r N.N-^^l^^S^ulAl^ LLC-PK1 *\]3. 
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<71> ^fiAlif Afli^Ai B104 4i* ^^r -^-7] 

<72> £ 76fl iJj-^vf «>4 *<>1. ^-Hl ^tb N.N-^^l^^^^^Ai B1Q4 ^ £6fl 

<73> <^a]cx(|7 : MDA-MB-231 AflS^lH^l N , N-^ ^ 2] ZL *1 oj-g^XI^ -frig Jl 

^> 

<74> -frltli: Xfli^3.>M MDA-MB-231 ^-g- ^^^r>ZL^ -#7l 

<75> £ 8^1 M-b}\+ u}<4 ^•ol > Mh^ofl o}^. N,N-^o)l€^S^Jl-tl^r MDA-MB-231 

M-B}-#tK £ 8°)1 &*1€ ^>«^r -8-71 <SaH3*IM -g^tb *tq-. 

<76> <^ofl8: N.N-^pII^^S.^^^ DNA -i^> 

<77> ,£01 *r^o)H 4f£^li5] tflS^ol JlL^o] DNA 

°r«*l^fe 7|]^ *l*rS. ^Bfl^o] oV^e)- 

(chromatin) -§-^f, 6>#S^ (apoptotic body) ^ -^tb ^S^l 
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^^030005603 #^ 2003/5/12 

i^E)-u|-7l] ^ Al^H^ n. ^Hs. DNA^I ^Sr» HL-60 cell* 110 7 

-a/lOml ^ ^ a]^ (seeding)*} 0 } 37 "C , 5 % C0 2 ^ 24 a^^-oV Bfloj^ ^ 

N,N-^^^3X]s^JLAl4 tfl 2^.03. AV-g-^ #^#* £ 9«*fM ^£ -srHH *| 

5)^>Si^ -g-S- t^3s]( lysis buffer) (5mM Tris-HCL(pH 7.4), 20mM EDTA, 0.5% Triton 
X-100)* 7>*M sMH*r$i4. 12,000 rpmAS. 10 ^ ^-<& tb ^, * 

3^1 DNA *tfls|ol #f^* ^t^V^cf. Aj-#o«3}- sf)^ ^ 7 >*> 

°i l-^^(vortexing)^: 4- 12,000rpm°-3. 10^ tJ-A] tr ^ -#^* 

SAj^^Tfl 51^}^^. ^1 ^ : fSHf : o] <g ( 25 : 24 : 1) SE^r ISS-lflr 
*«: DNA 4^ ^1*^4 s^o] ol^^cf. *«fl ^-Sfl # 

0.3 M M-S#(sodium acetate), pH 5.2 7} -§--Sfl^ ^"^r** ^7>^H 

^Hf-^ 20 ^a^H ^^Al^cf. 12,000 rpm^-S. 10 * ^Aj^ ^ J^, 

DNA €^^r ^TlJL ^ Aj-^^n^. ^ ^s^L 70 % *flfl:** ^ ^M^r&^r. 
t}A] ^-£3 ^ tRelJL ^-^^1 DNA TE tfl^ofl DNA ^S^# £| 

^1 7>^tr RNA» ^71*1-71 0.5 mg/ml RNAse* 1 1 ^ZL 37^^ 30 & ^91 

^r-s-Al^cf. 1.2% *}7}g,^ €7l^^# *Sfl DNA ^^-» aHl*]-^. =L ^-4^ JE 
9^ M^S*}. S 9<*H jj.^. w}-<2|- ^-o], ^ifl (short-chain) A(SW-©lS. ^ SH-<£ N- 
e>HJ ^ulAl(C2-4er 13 > 0 l^-) c> l 25.0 uM DNA^ ^sj- ^a>o] u}-E}-\+t)-. 

N-acyl sphingosine^r a] ^ ^ <£b^ DNA^ ^S}- ^Aj-g. o] 

3* SL^ofl tfltb <4M*}. "rSM^IS. ^ofl N,N-^^l€^S^ulAlol 
^ ^E°lH DNA^I ^Aj-o} S^ol^ ^ Sisa^. f o]t ^ N,N-^^1^ 
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i47} 3 -r-^tr ^as. ^Mq.. ^3.Ai/ii^n>oi = ^ <g^oi cla ^}eM-o]t=^ ^. 
DNA ^#<>1 sto)*] ^r^cf. 

<78> £ 9 ofl q-Ef^ 7lJ^r 4^ 

<79> SM : DNA a>o]^ p>7S( s ize marker) 

<so> EtOH : ^l^:#(Ethanol) 

<8i> 1 : DMPS 12.5 uM 

<82> 2 : DMPS 25.0 uM 

<83> 3 : DMPS 50.0 uM 

<84> 4 : C2 ceramide 25.0 uM 

<85> 5 : C2 ceramide 50.0 uM 

<86> 6 : CLA ceramide 25.0 uM 

<87> 7 : CLA ceramide 50.0 uM 



-M^^r ELISA^ ol-g-^V ^o]4. ^ ^^^Csingle-stranded)^ <>1 

^^(double-stranded) DNA^r *l^(Histones : H2A, H2B, H3 ^ H4H] tfltb 

(monoclonal) IMI)** °l-§-*M ^fli^tfl ^-SJ)^ ^a>s) ^ ^-^Ji^-i- 



36-22 



^^030005603 #3 2003/5/12 

*r °r§£^7r ^<H\i ^lSLfe Ca2+^ Mg2+ 

£tt# efl ^Kendonuc lease)* IH^a]?]^ o] double 
stranded) DNA* 5Lb=. ^rf. ZL^tl^ DNA^r ^3: 

90> JjLAi «&i=}-*l^(anti-histone) 96€*fl JL^A]^cf. s^-g-^ (coating 

solution), ^-^H l*l?K§-<?> ^-g-A] ^tf. o]Jp z]- a]s.* ^^^1 >fl£ ^ 

#^ Afli^ifl ^#^1-2.^^1 ^^(|«>fe ^^-(histone component)^- <£b]- 

tS\2z& ^1 (ant i-hi stone antibody)7> JL^Q 96€°fl ^^M^. 15-25'C^H 90 

^l^rSl^. ^-DNA-sl^-Al^Kanti-DNA-peroxidase) (P0D)7> 4^L^tfl 

*1 ^rt!: ssl^l^l 71] o]e (peroxidase conjugate)* 4^r^ 7]^^1 ABTS ( 
2,2'-azino-di-[3-ethylbenzthiazoline sulfonate])* ^7>tb ^ 10 - 20^-?> ^-^l?] 
JL 405nm2] sHHH ^^-£* ^SfrSft^. zl ^sf^ £ 10°f| ^tfl^rf. 
=91> £ HW] M-B)-^ ti>Sf ^o], DMPS5] ^-f^l t}€- tfl^^-o]] H]*fl 

(A405nm-A490nm)7> ^ ^ <£ ^ & ^ , J£^r -§rB]JI^o| 7 ># ^o] ^7>^ 

cf€- a]^ tfjAVS] ^^-(DNA fragmentation)* -fHirtb -£.3. 
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<^aH 10: N.N-tH^S^S^Sl PKC Jl^ 

7lM-*ll C(PRC) ^Sl^H] tfltj) ^o]-^.^. S 5t)45L» 2 X 10 7 ^li/ml^l sjS-ir wf|<£ 
& N.N-^^S^gJI^l ^ 7lEf ^ JLX] ^ 0.^^^.^ z}- tg-^o] lOOuM, 400uM 
o] ^7>tb,^ ^l^cf. <#7}°\ 45L» PBSS. ^11^ tb ^ I5L7|i4o|^s X))^ 

« ^-ifl^q-. ^15L^ sfdfl^-g: -^>a^-^*>JL DE52 "g^-jr -f^l^l 1 ^ 

^uj-^ll d- -t-fr*Hir <2&4. PKC 3*f) PKC iS^E^o]^ 

(coactivation) 5X buffer, PKC '^3 tiflo]^( act i V ation) 5X *\*\ , PKC til^-H^ ^ 
^ 7]l)(biotinylated peptide substrate), (32P)ATP ^^(mix)» AA 5ul» ^7>^3r ^f- 

tfls «}-§-^r JL7l -^tfl PRC s^wflo"!^ coactivation) 5X , 5X ^ , 

PKC ^ ^ — 7]^(biotinylated peptide substrate), (32P)ATP *J^» AA 

5ul ^-fj-t!: z}-zHl 5 u io) j^s. * 30°c°lH 5^r^V 

«^-«rSa^r. * 12.5ul3 ^--S-^^] -g-^# ^7>*H ^--g-^ ^A*\Q ^ 10ul» 

SAM2TM ^tLefl^l 2M NaClS. 302:3: ls| , 2M NaClS. 2^r# 3s), 1% H3PO4 

2M NaCl-8-^M] 2^1} 4$ , ^fHr^. 302^> 23} ^ #Str ^ *fl€ 

Bf\+ ^o], ^ofl cq^. N,N-^Dfl^5l]S.^Jl^lol 7>^- PKC ^SflJL^V fe-Sr 
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<95> <*UH 11: N,N-^»0^S.^al^ % A 3> 

^•oi w>^^^ = ^(Bacillus licheniformis), n.^ tfl^g-^(E. 

coin* t4i7) ^ °i *fl -M--^ 

LB(«m« lOg/L, Jl5L 5 g/L, 'SSW-Sl- lOg/L) 3^r TS(J=^§ 15g/L, db^l 

f 5 g/L, <*3M-S-§- 5g/L)» 7><& #5*>^ ol-g-^V^o.^ 3or Slfe 37r«U1 

lug/ml, 5ug/ml, lOOug/ml, l ( 000ug/ml^ ^£3. £4. zj-z}-*] tj]^^ tifl^SH 

10 wfl^! <£*>3 .2.3. 3^*M z}"^ ^ yfl^ * ^ «fl*l 

9r 30 - 3007fl^ t|^*Hr sj^wfl^l- ^S}^. z^o] T^^g- yflo^ ^ 

#7)^ s|^«fl^3. o]nfl s\^-%-*S\°_3,^ 0.85% NaCI* 

-g-^cf. -#7] ^Ai §«ltb Al3-^H A>-g-t!: -§-*1Hl 

^Rr °>^r ^ A1S.-1- 9ml ^ n]-^ sj^-g-dflo]] i m i ^ 7 >^-JL ^ 

30TC afe 37 T^H 1*1 # wj-*)^ ^ (7>^- ^^fl-gO tifl*H 100 ul*? ^ 

^ £ 12°fl M-^vfl^cf. 
<97> s. 12<HH ^ al-fif £o] f tfl^-g-c*. «V-€&1^ sj^iqisoi^c^. 

licheniformis)^ 2.^- n #3.^ =^7> 1 ug/L^fe 3£r -t-S-M^ 

<&*\ WWW ^ &*=h 
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$-&s\IL3, <3-§- <W^r *r Stb ^^^14^1^ M}£. ^ * 

-S* ^1^5.*! ofl^tfl <y-3|- ^ ^ &r}-. 

C7> -B-^m ^ ufl^^g- ^ H ^AiS. **| 3*fl*Ri7 

7} ^^14 ^^Hr ^-f -f^tb ^-^Jl^* 7]tfi^- ^ & 

^ -f-r* Jl3}-7} $a*4. 
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N , N-t=H a] -i: ^-M^S. ^--B-^r 

2] 

21U1H1 5d°l A 1 , ^£^8 jL-*1, OHI^ ^S^Jl^l ^ ofl^ o. 

f^AS W4 
31 

^Hlfe- 1:1*1 «Hr %«£4 2:^1-. 

4] 

*)ll% 43% ^ *\2=l %°fl f°^] 2:^1-^: 3.%*Kr 

°d- *l£-g- 7lJ=. 
5] 

44%ofl ^"71 # *lS-§- 71 ^-71 %<£4 t}€- %<£4^ £2: 

6] 

N,N-cl^€^S^31^1^- -B-Jl^^S ^JL^]7m4 
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7] 

8] 

9] 

N.N-^^^s^ul^ -B-si^^S. ^-R-tb ^<§*)1 
[3^8- 10] 

11] 
12] 

[^T 1 * 13] 
C*«M 2] 
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